[Abstract] Lysosomes are the terminal end of the endocytic pathway having acidic environment required for active hydrolases that degrade the cargo delivered to these compartments. This process of [Background] Cells are constantly exchanging materials with their extracellular environment and in this process they internalize cargo in vesicles at the plasma membrane. This internalized cargo is delivered to the early endosomes from where it either goes back to the plasma membrane via recycling endosomes or enters the canonical endocytic pathway. Once destined to be degraded, the cargo moves to late endosomes and finally fuses with lysosomes where the active hydrolases digest the cargo (Jovic et al., 2010) . These endocytic compartments have characteristic pH of their lumen. The early endosomes have a pH in the range of 5.9-6.8, late-endosomes have pH range of 4.9-6.0, and lysosomes are most acidic with pH ranging from 4. 5-5.0 (Maxfield and Yamashiro, 1987). The acidic environment of lysosomes is necessary for the activity of hydrolases present in its lumen and degradation of cargo (Garg et al., 2011; Khatter et al., 2015a and 2015b ).
www.bio-protocol.org/e2571 5. Warm the media at 37 °C.
6. DQ-BSA preparation: stock concentration-2 mg/ml; working concentration-10 µg/ml.
7. Calculate the amount of DQ-Red BSA required and add to trafficking media pre-warmed at 37 °C.
Keep this mix at 37 °C for another 5 min. www.bio-protocol.org/e2571 8. Wash the cells seeded on coverslips once with pre-warmed 1x DPBS.
9. Add the ligand-trafficking media mix to cells and incubate at 37 °C in a 5% CO2 humidified cell culture chamber for 1 h and 6 h, respectively.
10. After the desired time points, fix cells with 4% PFA prepared in 1x DPBS for 10 min at room temperature.
11. To mark the nucleus, DAPI staining can be performed. Make DAPI stock solution of 1 mg/ml in sterile water, and use 1:1,000 dilution for staining the cells. Incubate coverslips with DAPI containing solution for 20 min followed by three washes with 1x DPBS and mount the coverslips on a glass slide using Fluoromount G.
12. For more information, readers are encouraged to see Video 1. 
